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Methods
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Protein Data Bank. The proteomic data have been deposited in MassIVE under accession code MSV000089636 (https://massive.ucsd.edu/ProteoSAFe/dataset.jsp?
task=35563440c033486ab6cfdd109f9bc47d). Sequences of human STAT1 were retrieved from the Uniprot database with accession number P42224; mouse,
P42225(https://www.uniprot.org/uniprot/P42225); rat, Q9QXK0(https://www.uniprot.org/uniprot/ Q9QXK0); pig, Q764M5(https://www.uniprot.org/uniprot/
Q764M5); gorilla, G3SFV1(https://www.uniprot.org/uniprot/ G3SFV1); bovine, A0A3Q1ME65(https://www.uniprot.org/uniprot/A0A3Q1ME65); cat, A0A337SVH3
(https://www.uniprot.org/uniprot/A0A337SVH3); chicken, Q5ZJK3(https://www.uniprot.org/uniprot/Q5ZJK3); chimpanzee, A0A2I3TNY5(https://www.uniprot.org/
uniprot/A0A2I3TNY5); horse, A0A3Q2L3I5(https://www.uniprot.org/uniprot/A0A3Q2L3I5); and dog, A0A5F4C2J9(https://www.uniprot.org/uniprot/A0A5F4C2J9).
Source data are provided with this paper.

The number of data points collected from each sample was based on the minimum required to perform statistical comparisons (n#3). All
experiments were performed at least two independent times., Mouse numbers (n=5 in each group) were based on our previously published
work and elsewhere in the literature.

In IRF1 intensity quantification assays (Fig 2f and 3e), intensity value more than 2000 were excluded. These abnormal high intensity signal was
caused by detachment of cells from plates resulting in a miscalculation of the intensity by software.

The mouse with highest and lowest signal in each group (5 mice) were removed to make the final figure.

At least two biological replicates were performed. All results were successfully replicated.

In mouse experiments, animals were randomly allocated to each experimental group.

We did not blind the samples. In all of the experiments, the readouts of the assays are quantitative and not subject to investigator
interpretation. Variation on the outcome was addressed using replicates.



3

n
atu

re
p

o
rtfo

lio
|

rep
o

rtin
g

su
m

m
ary

M
a

rch
2021

Antibodies
Antibodies used

Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Primary antibodies used in this study: anti-Ty (in house hybridoma, mAB clone BB2); anti-Stat1 (Cell Signaling Technology,
Cat#9172S); anti-Phospho-Stat1 (Cell Signaling Technology, Cat#9167S); anti-MTA1 (Cell Signaling Technology, Cat#5646S); anti-
HDAC1 (Cell Signaling Technology, Cat#34589S); anti-TBP (Cell Signaling Technology, Cat#44059S); anti-CBP (Cell Signaling
Technology, Cat#7389S); anti-p300 (Cell Signaling Technology, Cat#86377S); anti-BRG1 (Santa Cruz Biotechnology
Cat#sc-10768);anti-GFP (Thermo Fisher, Cat#A-11120); anti-IRF-1 (Cell Signaling Technology, Cat#8478S); PE/Cyanine7 anti-mouse I-
A/I-E Antibody(BioLegend, Cat#107629); PE/Cyanine7 Rat IgG2b, " Isotype Ctrl Antibody (BioLegend, Cat#400617); TruStain FcX™
PLUS (anti-mouse CD16/32) Antibody (BioLegend, Cat#156603)

Secondary antibodies used in this study: IRDye 800CW Goat anti-mouse IgG (H+L) (LI-COR Biosciences,Cat#925-32210);IRDye 800CW
Goat anti-rabbit IgG (H+L) (LI-COR Biosciences, Cat#925-32211); IRDye 680RD Goat anti-mouse IgG (H+L) (LI-COR
Biosciences,Cat#925-68070); IRDye 680RD Goat anti-mouse IgG (H+L) (LI-COR Biosciences, Cat#926-68071); Alexa Fluor 488 Goat
anti-mouse IgG (H+L) (Thermo Fisher, Cat#A-11029); Alexa Fluor 568 Goat anti-mouse IgG (H+L) (Thermo Fisher, Cat#A-11031); Alexa
Fluor 647 Goat anti-rabbit IgG (H+L) (Thermo Fisher, Cat#A-11011)

anti-Ty: in house hybridoma was originally obtained from: Bastin, P., Bagherzadeh, A., Matthews, K. R. & Gull, K. A novel epitope tag
system to study protein targeting and organelle biogenesis in Trypanosoma brucei. Mol. Biochem. Parasitol. 77, (1996). It was
validated in the lab by testing against protein standards bearing this epitope tag.

Anti-Stat1,anti-Phospho-Stat1 (58D6), anti-MTA1 (D17G10), anti-HDAC1 (D5C6U), , anti-TBP (D5C9H), anti-CBP (D6C5), anti-p300
(D8Z4E), anti-GFP (3E6), anti-IRF1 ((D5E4), anti-mouse I-A/I-E (M5/114.15.2), Rat IgG2b " Isotype Ctrl antibody (RTK4530) and
TruStain FcX™ PLUS (anti-mouse CD16/32) antibody (S17011E) were validated by the manufacturers as described in the product
description.

HEK293T (ATCC, CRL-11268); HeLa (ATCC, CCL-2); RAW264.7 (ATCC, TIB-71); U3A and U3A-STAT1 (Michael J. Holtzman lab)

ATTC lines were used within a few passages from the source. The U3A and U3A-STAT1 lines were validated by Western blot
for STAT1.

Cultures were tested for Mycoplasma contamination using the e-Myco plus mycoplasma PCR detection kit following the
manufacturer’s manual (Boca Scienti!c).

No commonly misidentified cell lines were used in the study.

C57/BL6 mice female 8-10 weeks (Charles River Lab)

No wild animals were used in the study.

No field collected samples were used in the study.

Animal studies were approved by the Institutional Care Committee, Division of Comparative Medicine, Washington University.

Live umpermeabilized RAW264.7 cells were stained on ice with indicated antibodies.




